The alterations induced by the toxicity of antimony (Sb) in the roots and leaves of sunflower plants were determined. The plants were grown hydroponically with different concentrations of Sb, a heavy metal which reduces biomass production and growth. There was preferential accumulation of Sb in the tissues of the roots, with the concentrations in the leaves being much lower. The accumulation of other mineral elements was also altered, especially that of Fe and Zn. Chlorophyll content declined, as also did the photosynthetic efficiency, but the carotenoid content remained unaltered. The total content of phenolics, flavonoids, and phenylpropanoid glycosides rose, evidence of their participation in the defence response. Increases were observed in the amount of superoxide anion in both roots and leaves, and in lipid peroxidation levels, especially with the highest Sb concentration of 1.0 mM. The induced oxidative stress leads to a strong increase in the SOD, POX and APX antioxidant activities, while the GR activity was only increased in the leaves and at the 1.0 mM Sb concentration. In contrast, the DHAR activity increased considerably in both organs. The GSNOR activity increased only in roots, and the total RSNOs increased. The total amount of AsA + DHA increased in roots and remained unaltered in leaves, whereas that of GSH + GSSG decreased considerably in all cases. As a whole, these results are evidence for the development of a strong oxidative stress induced by Sb, with there being a clear imbalance in the content of the compounds that constitute the AsA/GSH cycle. 0.5 mM Sb enhances GST expression, especially in leaves. This, together with the increase that was observed in the amount of GSH, may play an important part in detoxification. This oxidative stress affects both the phenolic and the ROS/RNS metabolic processes, which seems to implicate their involvement in the plant's defence and response to the stress.
Introduction
Heavy metal and metalloid contamination represents a serious problem for the environment and agriculture as well as for human health. One of the most toxic elements is Antimony (Sb). The amount of this element found in the Earth's crust is low, between 0.2 and 0.3 mg kg -1 [1] .
In soils, its concentration ranges from 0.3 to 8.6 mg kg -1 [2] . However, the growth in human can trigger what is called nitro-oxidative stress [33] . The reaction of O 2 Á -and NO forms peroxynitrite, which produces protein nitration and nitrosylation. Reduced glutathione and NO produce S-nitrosoglutathione, the form in which NO is accumulated in the cells. This GSNO can also produce protein nitration and nitrosylation, together with lipid nitration. The production of S-nitrosoglutathione (GSNO) and the activity of GSNOR appear to be key systems in the interrelationship of ROS and RNS and in the effects of NO on cells [33] . In sum, the production of ROS and their interactions with RNS seem to play a key role in triggering and controlling plants' defence response [40] . The stress induced in plants by high concentrations of Sb leads to different responses depending on the species studied. Thus, in areas of Sb mines, preferential accumulation has been observed in roots [41] . But with other species, and even sometimes in other work, greater accumulation has been obtained in the leaves [6, 11, 19] , and the process depends on the presence of other elements that may interfere with the absorption and transport of Sb, as is the case with Sb-mining soils and Dittrichia viscosa [6, 11] . The controversy around this point may be resolved by using hydroponic media to which different amounts of Sb have been added [16, [42] [43] [44] . In this way, a fuller and more accurate study can be made of the process induced by Sb and its accumulation under totally controlled conditions.
The presence of Sb in soils implies its absorption by plants, with the consequent development of a heavy metal stress that alters the plants' physiological processes. In this work, we studied the effect of different levels of Sb on the growth, defence system redox reactions, degree of lipid peroxidation, non-enzymatic antioxidant content, photosynthetic pigments and photosynthetic efficiency, and on the mRNA expression of the CuZn SOD and GST in sunflower plants grown hydroponically with different inputs of Sb in the culture medium. We also studied the location of different ROS and RNS in intact roots of those plants using specific fluorescent probes.
Material and methods

Plant material
Seeds of sunflower (Helianthus annuus, L., cv. Safira) were surface sterilized for 15 min in 10% sodium hypochlorite solution (40 g L -1 ), rinsed several times with distilled water, and before their germination were imbibed in distilled water, aerated, and agitated for 2 h at room temperature. After imbibition the seeds were germinated in a plastic container (30 × 20 × 10 cm) filled with a sterilized perlite mixture substrate wetted with Hoagland solution, at 27˚C, in the dark, for 48 h. After germination, the seedlings were cultivated for five days at 27˚C with 85% relative humidity, and constant illumination under photosynthetic photon flux density (350 μmol m ). After 7 days, the plants were grown in hydroponic culture in lightweight polypropylene trays (20 × 15 × 10 cm; 4 plants per container) and the same environmental conditions (except for relative humidity, 50%). The plants were treated with a basal nutrient solution composed of 4 mM KNO 3 BO 3 , and 20 μM NaFeIII-EDTA. For the Sb treatment, the basal solution was supplemented with KSb(OH) 6 to final concentrations of 0.00 (control), 0.50, 0.75, and 1.00 mM Sb. Each cultivation solution was adjusted to pH 5.8, continuously aerated, and changed every 4 days. The plants were exposed to the Sb for 17 days.
Plants of each treatment were divided into roots and shoots which were washed with distilled water, dried on filter paper, and weighed to obtain the fresh weight (FW). Half of the roots and shoots from each Sb treatment were dried in a forced air oven at 70˚C for 24 h to obtain the dry weight (DW) and the subsequent analysis of the concentration of Sb. The other half of the roots and leaves were used for the biochemical analyses.
Elemental content analysis
The plant material, roots and leaves, of the control and Sb treatments was harvested and rinsed with distilled water. After 72 h of drying at 70˚C, the root and leaf material was crushed in a marble ceramic mill. The elemental composition was measured by inductively coupled plasma mass spectrometry (ICP-MS, model) in accordance with Lehotai et al. [45] .
Chlorophyll and carotenoid contents and photochemical efficiency
The chlorophyll and carotenoid contents of the leaves were determined at the end of each trial. About 0.125 g of fresh leaves were incubated in 10 mL methanol for 24 h in the dark. The concentrations of chlorophylls and carotenoids were measured spectrophotometrically (Shimadzu UV1603) at A 666 and A 653 . The total chlorophyll and carotenoid content was calculated as described by Wellburn [46] .
For the determination of photosynthesis, leaves at the end of each Sb treatment were adapted in the dark for 10 min, and then the maximum photochemical efficiency (F V /F M ) was recorded by a handheld fluorometer (Chlorophyll Fluorometer, OS-30p, Opti-Sciences).
Determination of phenolic contents
Phenolics, flavonoids and phenylpropanoid glycosides were extracted from the plant material (roots or leaves) by homogenization with methanol, chloroform, and 1% NaCl (1:1:0.5). The homogenate was filtered and centrifuged at 3200 g for 10 min. Total phenolic content was assayed quantitatively by A 765 with Folin-Ciocalteu reagent according to the method of Singleton et al. [47] , and the result was expressed as μg of caffeic acid g -1 FW.
Phenylpropanoid glycosides (PPGs) were determined by a colorimetric method (A 525 ) based on estimating an o-dihydroxycinnamic derivative using the Arnow reagent as described in Gálvez et al. [48] . The concentration was calculated on the basis of the standard curve of 3,4-dihydroxyphenylalanine, and expressed as μg verbascoside g -1 FW.
Total flavonoid content was measured colorimetrically following the method described by Kim et al. [49] . The total flavonoid content was calculated using the standard rutin curve and expressed as μg of rutin g -1 FW.
Lipid peroxidation
Lipid peroxidation was determined by measuring malondialdehyde (MDA) formation using thiobarbituric acid (TBA). Briefly, 0.25 g plant material was homogenized with 2.5 mL of solution containing 0.25% TBA and 10% TCA. The mixture was incubated at 95˚C for 30 min. The reaction was stopped by immersing the tubes in ice, filtering, and centrifuging at 8800 g for 10 min. The MDA was determined in the supernatant at A 532 -A 600 . The MDA concentration was calculated using an ε = 155 mM -1 cm -1 , and expressed as μmol MDA g -1 FW [50] .
Oxidant and antioxidant enzyme activities
Plant material (0.5 g mL -1 ) was homogenized at 4˚C in 50 mM phosphate buffer, pH 6.0. The homogenate was filtered and centrifuged at 39 000 g for 30 min at 4˚C, the pellet was discarded, and the supernatant was filtered and collected as an enzyme extract. The protein content was determined by the method of Bradford [51] . ) for 3 min [57] . The reaction medium contained 0.1 M potassium phosphate buffer (pH 7.5), 0.5 mM EDTA, 0.5 mM glutathione oxidized (GSSG), 0.2 mM NADPH, and 150 μL of protein extract in a volume of 1.5 mL.
Dehydroascorbate reductase activity (DHAR EC 1.6.4.2) was assayed by following the oxidation of NADPH at 340 nm (ε = 6.22 mM -1 cm
) for 1 min [57] . The reaction medium contained 0.1 M potassium phosphate buffer (pH 7.5), 1 mM glutathione oxidized (GSSG), 0.1 mM NADPH, and 150 μL of protein extract in a volume of 1.5 mL.
GSNOR activity was assayed spectrophotometrically at 25˚C by monitoring the oxidation of NADH at 340 nm for 3 min, as described by Sakamoto et al. [58] . The extracts were incubated in an assay mixture containing 20 mM Tris-HCl (pH 8.0), 0.5 mM EDTA, and 0.2 mM NADH, and the reaction was started by adding GSNO (Calbiochem) to the mixture at a final concentration of 400 μM. The activity was expressed as nmol NADH oxidized min -1 mg -1 protein (ε = 6.22 mM -1 cm -1 ). Polyphenol oxidase activity (PPO, EC 1.14.18.1) was determined as described by Thipyapong et al. [59] . PPO activity was recorded by measuring the absorbance as A 390 at 30˚C, in a reaction medium composed of the enzyme extract, 100 mM phosphate buffer, Triton X-100, 30 μM caffeic acid. A unit of PPO is defined as the amount of enzyme required to cause a Δ A 390 of 0.001 units min 
Determination of total ascorbate and glutation
Plant material (1 g mL -1 ) were homogenized at 4˚C in 5% metaphosphoric acid, in a porcelain mortar. The homogenate was centrifuged at 20000 g for 20 min at 4˚C, and the supernatant was collected for determination of ascorbate and glutathione.
Total ascorbate and total glutathione were determined according De Pinto et al. [60] . Total ascorbate was determined by reduction of DHA to AsA and the concentration of DHA was estimated from the difference between total ascorbate pool (AsA + DHA) and AsA. The ascorbate pool is determined at 525 nm. The glutathione pool was assayed measurement the change in absorbance at 412 nm for 1 min. GSH was estimated as the difference between the amount of total glutathione (GSH + GSSG) and that of GSSG. Samples of control and Sb-treated fresh roots were incubated for 30 min at 37˚C in darkness, with 30 mM DCF-DA (for peroxide accumulation), and 15 mM DHE (for superoxide accumulation) in 10 mM Tris-HCl, pH 7.4, and washed twice for 10 min each in the same buffer [61] . After rinsed, whole roots (non fixed) slices of the different root zones were placed on a microscope slide and examined by fluorescence microscopy (Axioplan-Zeiss microscope). As negative controls, roots were pre-incubated before adding the probes in darkness for 60 min, at 25˚C, with 1 mM ascorbate (peroxide scavenger) or 1 mM TMP (superoxide scavenger). For RSNOs detection, samples control and Sb-treated fresh roots were incubated for 60 min at 25˚C in darkness, with 10 mM NEM prepared in ethanol, and then were washed three times (for 15 min each) in 10 mM Tris-HCl, pH 7.4. Then, the intact roots were incubated with 10 μM Alexa-Fluor 488 Hg-link phenylmercury for 60 min, at 25˚C, in darkness [62] . Finally, the roots were washed three times in the same buffer (for 15 min each). After rinsed, whole roots (non fixed) slices of the different root zones were placed on a microscope slide and examined by fluorescence microscopy (Axioplan-Zeiss microscope). Parameters for fluorescence microscopy were identical for all experiments and control samples were always included.
For the root sections, samples of control and Sb-treated fresh roots (incubated in DCF-DA, or DHE, or Alexa-fluor 488) preserved in Tris-HCl (pH 7.4) were embedded in 2.5% agarose. The resulting agarose blocks were then glued to a metal block and submerged in a Tris-HCl bath. Transverse sections (150 μm thickness) of each sample were then performed with a Leica vibratome. Individual sections were collected with a brush, transferred to slides with a small amount of buffer and examined by fluorescence microscopy (Axioplan-Zeiss microscope).
Images were processed and analyzed using the ImageJ program and fluorescence intensity was expressed as arbitral units (AU). At least five roots were tested under each experimental condition and five independent repeats were analyzed.
RNA isolation and semi-quantitative RT-PCR
Total RNA was isolated using the "Isolate II RNA Plant Kit" (Bioline) according to the manufacturer's instructions. Each extraction was replicated at least three times. After extraction, the concentration of the extract was determined by biophotometry (Eppendorf, Hauppauge, NY, USA), calculating the A 260 /A 280 ratio. First-strand cDNA was synthesized using "High Capacity cDNA Reverse Transcription Kits" (Applied Biosystems): 2.0 μL of 10 x RT buffer, 0.8 μL of 25 x dNTP mix (100 mM), 2 μL 10 x RT random primers, 1.0 μL of MultiScribe™ reverse transcriptase, 1.0 μL RNase inhibitor, 3.2 μL nuclease-free H 2 O, and 10 μL of RNA. The reaction was done in a thermocycler (Eppendorf, Hauppauge, NY, USA) with a first stage at 25˚C for 10 min, followed by a stage at 37˚C for 120 min, and a final stage at 85˚C for 5 min, obtaining single-stranded cDNA.
Semi-quantitative reverse-transcription PCR amplification of actin cDNA was chosen as control. In addition, PCR amplification was applied to identify CuZn-SOD I (chloroplastidial), CuZn-SOD II (cytosolic), and Glutathione-S-Transferase (GST). The PCR reaction was performed using the "BioTaq DNA Polymerase" kit (Bioline), with BIOTAQ polymerase, and using the selected pairs of oligonucleotides. The volume used for the PCR was 50 μL containing 5 μL of 10 x NH 4 reaction buffer, 3 μL of 50 mM MgCl 2 , 0.5 μL 100 mM dNTP mix, 1.5 μL of each of the different pairs of primers (5 μM), 1 μL of BIOTAQ polymerase, and RNase-and DNAse-free water. The PCR conditions were: 95˚C for 3 min 30 s, 55˚C for 30 s, and a final extension at 72˚C for 30 s for each kb, for 35 cycles in each PCR reaction. The PCR products were developed in 1% (w/v) agarose gel with ethidium bromide. The bands were quantified using a gel doc system together with a high sensitivity charge-coupled device (CCD) camera. The gene-specific primers used were (5´-GCTCCTAAGCCGCTTACGGTTGTCG-3´)and (5´-C ACGCCATCGGCATTGGCAATTATG-3´) for CuZn-SOD I (accession AJ786257), and (5´-TGCA GTACCATCTTCGCCTACTGTGACA-3´) and (5´-TGCAGTACCATCTTCGCCTACTGTGACA-3´) for CuZn-SOD II (accession AJ786258), and (5´-GTCGGTTCCAACCTTCGT-3´) and (5´-G GGCAACAAACATTACACACTCC-3´) for GST (accession EC:2-5-1-18). As controls, we used (5´-TTCTTCTCTCCCCCAATTTCAGCCA-3´) and (5´-AAACTCGGGGCACCTGACCGCT-3´) for actin (accession 10355).
Statistical analysis
The data presented are the means ± SD of at least 10 replicates obtained from three independent experiments. The data were analysed statistically by the Mann-Whitney U-test.
Results
Growth and biomass production
Cultivating the plants with Sb reduced both root and stem growth, as well as the production of biomass (Table 1 ). There was also development of foliar chlorosis. The length of the primary root decreased in all treatments with Sb in the nutrient solution. The greatest reduction (27%) was with the 1 mM Sb concentration. Stem length growth, however, was not significantly affected by any of the Sb concentrations used. There was a strong decrease in fresh weight and dry weight of both root and stem with all Sb concentrations in the nutrient medium. The effect was stronger with increasing Sb. Thus, total biomass production was reduced by approximately 63% relative to the controls. The decrease in biomass production became more pronounced with 1 mM, with the total dry weight and fresh weight of the plant decreasing by factors of 2.6 and 2.4 compared to the control values, respectively.
The increase in Sb concentration in the nutrient solution induced a significant increase in the Sb content of the tissues of both roots and leaves (Table 2) . This increased accumulation occurred preferentially in the roots, where the values of this element were several times greater than that obtained in the leaves. In both cases, the accumulation was dependent on the dose of Sb supplied. The translocation factor was very low, clearly indicative of how this compound accumulates preferentially in the roots. In addition, the absorption and accumulation of Sb altered the content of other mineral elements such as Mg, Fe, Cu, and Zn. Thus, we observed 
Photosynthetic pigment content and maximum photosynthetic efficiency
The concentrations of Sb used significantly reduced the amounts of photosynthetic pigments (Table 3) . Total chlorophylls, including chlorophyll a and, above all, chlorophyll b, were reduced in concentration in the leaves. The reduction was by up to 43% for chlorophyll a and 51% for chlorophyll b relative to the controls. The 0.50 mM Sb treatment presented chlorophyll levels similar to those of the controls. In contrast, the carotenoid content presented no significant alterations. Only with the highest concentration was there a decrease of approximately 10%, although this was not significant. With regards to the maximum photosynthetic efficiency (Fv/Fm) ( Total phenols, flavonoids, and phenylpropanoid glycosides
The effect of Sb on total phenols ( Fig 1A) was to increase their production and accumulation in both roots and leaves. The increase was similar for all concentrations, and there were no significant differences between them in either of the organs studied. Thus, relative to the controls, there were increases of approximately 100% in roots and 50% in leaves in response to the treatments with Sb. Regarding the total phenylpropanoid glycosides content (Fig 1B) , the production and accumulation of these compounds increased in response to the Sb toxicity. In roots, the effect was much like that observed for total phenols, and the increases were similar for all concentrations of Sb. In leaves, however, the greatest increase in these compounds was in response to the lowest concentration (0.50 mM Sb), being slightly less at the highest concentration. Finally, the flavonoids (Fig 1C) presented a fluctuating behaviour. Their content was greater in both organs in response to treatment with Sb, with the increase being by a factor of 3 in leaves with the 1 mM Sb concentration. The PPO activity (Fig 1D) in the roots was not significantly affected by Sb. There were even slight decreases in this activity with 1.0 mM Sb. The same was the case with the leaves, although in this case they presented a greater PPO activity.
Peroxidation of lipids and production of superoxide anion
The plants treated with 1.0 mM of Sb showed significant increases in lipid peroxidation (MDA) in both roots and leaves (Fig 2A) . In leaves, the values duplicated those of the controls, but in roots, the increase was smaller. With the 0.5 mM Sb concentration, the levels of lipid peroxidation measured were lower than those with 1.0 mM Sb. The treatments with Sb induced a strong and significant increase in the production of O 2 .
- (Fig 2B) , which initiates the oxidative shock. In roots, the increases were dose dependent, being by factors of 8 and 14 for 0.5 mM and 1.0 mM Sb, respectively. In leaves, the effect was 
Antioxidant activities and components of the ascorbate/glutathione cycle
There were strong increases in SOD activity (Fig 2C) in both root and leaf in response to exposure to Sb. For 1.0 mM Sb, the increases were by factors of 2 in roots and 3 in leaves. The effect was dose dependent, with intermediate values for the 0.5 mM Sb treatment.
There were large increases in POX activity in the roots in response to both Sb treatments (Fig 2D) . The behaviour was different in the leaves, however. There was no change in POX activity for the 0.5 mM Sb treatment, and the increase in the case of 1 mM Sb was comparatively smaller than that in the roots. The APX activity increase with both Sb treatments ( Fig  2E) , specially with 0.5 mM Sb. The increase in this activity is greather in leaves than in roots. These results show opposite behavior between the two peroxidase determined activities. The POX activity is the most important in roots, while on the contrary in leaves the APX activity could be responsible of removing the excess H 2 O 2 and the lipid peroxides.
With regard to the activities of the ascorbate/glutathione cycle, GR (Fig 2F) only presented increased activity in leaves for the 1.0 mM Sb treatment. In roots, there were no significant alterations of this activity. The DHAR activity (Fig 2G) in roots increased with the 1.0 mM Sb treatment, but not with the lower concentration. On the contrary, in leaves with both Sb concentrations, the values were very similar to or lower than the controls, evidence for a decline in this activity.
Finally, for the GSNOR activity (Fig 2H) , Sb induced a stronger response in the roots, with an increase of more than 80%, and somewhat less at the lower concentration (48%). In leaves, the increases were smaller, approximately 18% and 35%, respectively.
The AsA/DHA and GSH/GSSG contents are important parameters in the cellular redox status (Table 4 ). In the roots, a slight increase was observed in AsA and DHA content, but it was not significant. However, in the leaves with 1.0 mM Sb, the AsA content reached values that were much higher than the controls and DHA decreased significantly. The total content of AsA+DHA in roots increased with the Sb treatments, reaching very similar values in all of them. In leaves on the contrary, no alterations were observed with respect to the control.
With respect to GSH content, in both roots and leaves, reductions were observed in the treatment with 1.0 mM Sb but not with 0.5 mM Sb. The amount of GSSG decreased in both roots and leaves with the Sb treatments, the values being similar for the two concentrations. The total GSH+GSSG content in both organs decreased in response to Sb, the more so the greater the Sb concentration.
The cellular redox status of AsA/DHA and GSH/GSSG (Table 4) responds to the Sbinduced phytotoxicity. The AsA/DHA ratio in roots increased in response to the Sb treatments. There was no dependence on the concentration, with similar values of this ratio being obtained for all the concentrations of Sb used. In leaves on the contrary, the AsA/DHA ratio remained unchanged at the lowest concentrations but increased at the highest. With respect to the GSH/GSSG ratio, this presented a more fluctuating behaviour. In both roots and leaves, this ratio's highest values were obtained with 0.5 mM Sb, while the rest of the treatments gave intermediate values, in some cases similar to the controls.
Visualization of the accumulation of ROS and RSNOs
There was a clear increase in the accumulation of ROS and RSNOs in roots in response to Sb (Fig 3) . The accumulation of O 2 .-depended on the Sb concentration, with the greatest accumulation in roots treated with 1.0 mM Sb, although the accumulation was much greater than the control value even with 0.5 mM Sb (Fig 3A, 3D and 3G) . One observes in the crosssectional images made at the level of the zone of root elongation that this increase in O 2 .-affected both the vascular cylinder (VC) and the epidermal cells, where there was already some accumulation in the control roots, and especially the cells of the cortex at 1 mM Sb. With the lowest Sb concentration, the increase was not generalized to all cells, but restricted to the VC and epidermis. The accumulation of H 2 O 2 and RSNOs presented a different behaviour to the Effects of antimony on redox activities and antioxidant defence systems in sunflower plants foregoing. The accumulation observed was very similar for both Sb concentrations (Fig 3B, 3E , 3H, 3C, 3F and 3I, for H 2 O 2 and RSNOs, respectively), in some cases being higher with 0.5 mM Sb than with 1 mM Sb, although not significantly. As with the accumulation of O 2 .-, under control conditions, these reactive species accumulated preferentially in the VC and epidermis, and with less intensity in some cells of the cortex. In contrast, in response to Sb toxicity, the accumulation was more generalized, extending to all cell types of roots.
Analysis of the mRNA expression of the CuZnSOD and GST
Semi-quantitative reverse-transcription PCR amplification of mRNA corresponding to the CuZn-SOD and GST enzymes was performed for sunflower plants exposed to Sb (Fig 4) . As can be observed, the expression pattern of the CuZn-SOD I and CuZn-SOD II isozymes is similar in roots and leaves of both control plants and those exposed to Sb, although the expression bands are stronger and clearer in the Sb-exposed plant material, except for the CuZnSOD II in roots. The CuZnSOD II expression was higher in control roots than in the ones exposed to Sb. This is not the case, however, for GST expression. While in roots this expression is observed in both control and Sb plants (although the expression bands are clearer in the latter), in leaves there is no band observed in the controls, a clear band is present in the Sb plants. Effects of antimony on redox activities and antioxidant defence systems in sunflower plants
Discussion
The decrease in biomass production due to Sb toxicity has been described in various plants [44, [63] [64] [65] as also for other heavy metals such as Cd [66] . In all the cases, fresh weight, dry weight, and total biomass production were reduced, as also was the length of the root system. These findings are similar to the results described by Pan et al. [19] for maize, and are characteristic symptoms of heavy metal toxicity [67, 68] . Also observed was preferential accumulation of the absorbed Sb in the roots, consistent with very low TF values in non-Sb-accumulating plants [42, 44, 65, 69] . This reduced root development may be due to an alteration in the elongation of the cells located in the root elongation zone, as can be seen in the longitudinal fluorescence microscopy images (data no show).
The effect of high doses of Sb on the concentration of other elements has been studied in several plants. Thus, in wheat, Shtangeeva et al. [70] report reduction of the Ca, K, Na, and Cu contents, and Feng et al. [20] report decreases in Ca, Mg, Fe, Mn, Cu, and Zn. Our results coincide in part with those, except for Cu which we found to increase. The increase in the amount of Cu is consistent with the results reported by Feigl et al. [39] , although they were in response to Zn toxicity.
With respect to the effect of Sb on the total content of chlorophylls and carotenoids, our results are similar to those obtained by Pan et al. [19] and Xue et al. [71] who describe a clear decrease in the biosynthesis of chlorophylls in response to Sb, with a smaller alteration of the carotenoid content. This decrease in the content of photosynthetic pigments could also be related to the lower leaves concentration of Fe and Mg in the Sb-treatments. Studying Cd toxicity, Zayneb et al. [72] obtain a similar response in the content of compounds of this type, with the reduction in the case of carotenoids only being significant for the highest Cd concentration. The lower photosynthetic efficiency observed in sunflower plants treated with Sb may be due to an alteration in the electron transport in PSII which acts to dissipate energy [73] . The reduction in the content of photosynthetic pigments also affects the antioxidant capacity in these plants, which would cause greater oxidative damage. Despite the low transport and accumulation of Sb to leaves, it has a very strong effect on the photosynthetic pigment content and photosynthetic efficiency.
The increase observed in the phenolic compounds, especially the flavonoids, in response to Sb toxicity is evidence of their protective effect against oxidative damage. This effect could be due to changes these compounds produce in the membranes, altering their permeability and thereby reducing the diffusion of ROS. Their capacity to interact with membrane phospholipids may act to maintain membrane integrity [35, 36] . In addition, they could be involved in O 2 .-and H 2 O 2 elimination processes [74, 75] . Apoplastic peroxidases act together with phenols and Asc to eliminate H 2 O 2 [37] . The activity of flavonoids and peroxidases constitutes an effective system for the elimination of H 2 O 2 . Apoplastic and vacuolar peroxidases could form oxidized phenolic radicals, involved in the direct elimination of ROS and participating in the control of the redox status through reactions that form DHA, which, through the action of DHAR, is reduced to Asc. Also the PPGs increase in response to the stress induced by Sb. These phenolic compounds could be modulate the antioxidant enzyme activities, as well as the direct scavenging of ROS and RNS [76] [77] [78] . The increase observed in O 2 .-production in both roots and leaves is a clear response to the oxidative stress induced by Sb. This strong increase occurred even despite the high level of SOD activity that both organs presented as a consequence of the Sb treatment. This increased activity was comparatively greater in leaves than in roots, which could explain the smaller increase in the amount of O 2 .-detected in the leaves. Nonetheless, in neither organ was this increase in SOD activity sufficient to avoid overaccumulation of O 2 .-
. These results are similar to those described by other workers [41, 72] who have observed a strong increase in SOD activity in response to Sb toxicity, both in leaves and in roots. They are also consistent with those described by Feigl et al. [39] . These results are very similar to those described in response to stresses induced both by pathogens and elicitors [79] and [80] and by heavy metals [39] . These accumulations are consistent with the data for SOD and O 2 .-production activity described above. The peroxidase activities (POX and APX) were also considerably greater in both organs. The POX activity is greater with the 1 mM Sb treatment, while for the APX activity it is with 0.5 mM Sb. This is a consequence of the increased SOD activity resulting in greater amounts of H 2 O 2 . Also, they were consistent with the higher levels of lipid peroxidation in a response similar to that described by Benhamdi et al. [41] . This result coincides with that described in response to Sb in different species for peroxidase activities in response to Sb [41, 43, 64, 71] . Also, Feng et al. [81] and Zayneb et al. [72] obtained higher lipid peroxidation levels despite of the increased antioxidant activity in response to other heavy metals. On the contrary, Chai et al. [65] obtained results that show sharp declines in SOD, peroxidase and catalase activities.
The POX activity was also considerably greater in both organs, especially with the 1 mM Sb treatment. This is a consequence of the increased SOD activity resulting in greater amounts of H 2 O 2 , in a response similar to that described by Benhamdi et al. [41] . Despite this increase in POX activity however, there were higher levels of lipid peroxidation in response to the stress induced by Sb, especially in the leaves. It is possible that the great activation of POX that was observed in roots was able to partially prevent this peroxidative damage, although it was not enough to avoid it altogether. This result coincides with that described in response to Sb in different species [41, 43, 64, 71] . Also, Feng et al. [78] and Zayneb et al. [72] obtained higher lipid peroxidation levels despite increased antioxidant activity in response to other heavy metals. On the contrary, Chai et al. [65] obtained results that show sharp declines in SOD, peroxidase and catalase activities.
With respect to the behaviour of enzymatic activities related to the ascorbate/glutathione cycle, this differed between roots and leaves. In the roots, GR activity did not change, but DHAR activity increased significantly. In the leaves, on the contrary, both GR and DHAR activity increase in response to the stress induced by Sb. These activities are key to the regeneration of reduced glutathione and ascorbate, and the data we obtained in leaves are similar to those described by Singh et al. [81] in response to treatment with As. Feng et al. [16] describe a decrease in GR activity in response to Sb, although their work considered the whole plant.
The total AsA content increased in both organs. The DHA content was not significantly affected by the treatment with 0.5 mM Sb, but with 1 mM Sb there was a decrease in leaves. This led to the total AsA+DHA content increasing only in roots, with no change in leaves, indicative of a greater capacity for antioxidant response in the former. This increase was not correlated with an increase in the amount of GSH and GSSG. Instead the results showed a decrease in the total contents of both GSH and GSSG in both organs. These declines led to the GSH+GSSG content decreasing significantly. Singh et al. [81] observed an increase in the amount of DHA and a decrease in that of AsA, although the total AsA+DHA content increased. While this result is similar in part to ours in terms of total content, but it differs in the separate behaviour of AsA and DHA which was contrary to our findings. Those workers also describe an increase in the amount of GSH and GSSG, whereas in our case there was a strong decrease in both in response to Sb, especially in the case of GSSG whose content fell by approximately 40% in both organs in response to both concentrations of Sb. Srivastava et al. [66] report that exposure of rice plants to Cd toxicity induces a decrease in the amount of GSH in both roots and leaves, as in our case with 1 mM Sb. However, while in their work the amount of GSSG increased, and the GSH/GSSG ratio fell considerably, our data are in the opposite sense, with decreases in the GSSG content and increases in the GSH/GSSG ratio. Other workers [16] describe alterations in the content of GSH and GSSG together with increases in GR activity which coincide with our observations despite being in response to a different toxicity. This decrease in GSH and GSSG content, especially for 1 mM Sb, could be related to greater formation of RSNOs. The increase in these compounds in response to Sb is evidenced by their greater accumulation as observed in the fluorescence images, and by the increase in GSNOR activity. The accumulation of RSNOs is produced by all root cell types, and similar for both Sb treatments. This increase in RSNOs has been described in responses to pathogen attack [80] , with their accumulation being principally in the cells of the infected root.
In the plants subjected to Sb stress, we observed increased GST expression, possibly indicating the participation of this group of enzymes in Sb detoxification. Together with the greater amount of GSH observed in leaves, this enhanced GST expression may be involved in that detoxification via the formation of GSH-metal complexes and by catalysing the binding of GSH to toxic compounds [82] [83] [84] [85] . The amount of GSSG, however, decreases. This is reflected in a raised GSH/GSSG ratio, while the AsA/DHA ratio does not change. The result is an imbalance between the two cycles. The observed increase in both GST expression and the amount of GSH in response to Sb toxicity are indicative of their participation in mechanisms of Sb tolerance. These results would seem to be coherent with those reported for Arabidopsis in which the overexpression of GST increases tolerance to Al and Cu with low levels of peroxidation ( [86] and to As, Cd, and Cr [87] , and for poplar with respect to Hg [88] .
Moreover, Sb stress increases SOD activity, but lipid peroxidation is only increased significantly at 1 mM Sb. This may be due to the observed increases in expression of the GSTs and CuZn-SOD which may act to catalyse the reduction of hydroperoxides. This would help to avoid Sb-induced oxidative damage, maintaining protein functionality and redox homeostasis [89] . Indeed, we observed that Sb treatment significantly increased the activity of DHAR (belonging to the group of GSTs), especially in roots, which would contribute to increased antioxidant activity through the formation of AsA. Sb induces increases in enzymatic (SOD, POX, APX, DHAR and GSNOR) and non-enzymatic (phenols, flavonoids, PPGs, AsA and only in leaves for the GSH) systems in sunflower. A similar increase is observed in the expression of CuZnSOD I and II, and GST.
In conclusion, our results indicate participation of phenolic compounds, the antioxidant systems, and the AsA/GSH cycle in the processes of defence against the oxidative stress induced by Sb. The phenolic compounds and the antioxidant systems both show increased activity. In addition to the effects of flavonoids on membranes, this participation may involve their action together with the enzymatic antioxidant systems and the ascorbate/glutathione redox cycle in the processes of ROS detoxification and redox homeostasis. The observed imbalance between the redox pool of AsA+DHA and GSH+GSSG might indicate direct action of Sb on the -SH groups, especially dithiols [90] , for which it has a great affinity. This union would provoke disequilibrium of this system, reducing the intracellular pool of GSH+GSSG, and thus altering the plant's antioxidant capacity. Despite the increase in the antioxidant response, Sb induces major oxidative damage which has a direct influence on the plant's growth, affecting the accumulation of certain mineral elements and the photosynthetic capacity, besides altering the cellular redox balance.
